1. Introduction {#sec1-ijms-19-03794}
===============

Osteoarthritis (OA), a leading cause of disability, is a prevalent rheumatic disease characterized by articular cartilage breakdown \[[@B1-ijms-19-03794]\]. Chondrocytes are the major cell population in cartilage and they play an essential role in the homeostasis of cartilage metabolism. Oxidative stress, which disrupts cartilage homeostasis and thus contributes to the onset and progression of OA, occurs when the antioxidant capacity and autophagy level of chondrocytes are reduced. As a result, oxygen radicals are increasingly generated. Alternatively, chondrocyte oxidative stress can be induced when chondrocytes are exposed to an external source of reactive oxygen species (ROS) \[[@B2-ijms-19-03794]\]. In osteoarthritic chondrocytes, increased ROS levels inhibit the phosphatidylinositol-4,5-bisphosphate 3-kinase (PI3K)/protein kinase B (AKT) pathway. Furthermore, it has been shown that ROS activate the mitogen-activated protein kinase (MAPK) pathway. The balance between the PI3K/AKT and MAPK signaling pathways is thought to play an important role in the initiation of the inflammatory process and the progression of OA \[[@B3-ijms-19-03794]\]. Forkhead box Os (FoxOs) are a group of transcription factors downstream of both the MAPK signaling pathway and the PI3K/AKT pathway that regulate metabolic processes and OA progression \[[@B4-ijms-19-03794]\].

The mammalian FoxO family consists of four main members: FoxO1, FoxO3, FoxO4, and FoxO6 \[[@B5-ijms-19-03794]\], whereas human cartilage is only found to express FoxO1 and FoxO3 proteins \[[@B6-ijms-19-03794]\]. As transcription factors, FoxOs regulate multiple gene expression and cellular functions, particularly those related to stress response, cell growth, cell survival, and longevity \[[@B7-ijms-19-03794],[@B8-ijms-19-03794]\]. FoxOs are the main targets of the PI3K/Akt/serum- and glucocorticoid-inducible kinase (SGK) pathways activated by growth factor \[[@B9-ijms-19-03794],[@B10-ijms-19-03794],[@B11-ijms-19-03794]\]. Akt may directly phosphorylate FoxO1, FoxO3, and FoxO4 at three conserved sites, resulting in nuclear export and the consequent functional inhibition \[[@B12-ijms-19-03794]\]. FoxOs govern oxidative defenses such as manganese-dependent superoxide dismutase (MnSOD), catalase (CAT), and the DNA repair enzyme growth arrest and DNA damage 45 (GADD45) \[[@B13-ijms-19-03794],[@B14-ijms-19-03794]\]. They can also regulate protein degradation mediated by the ubiquitin--proteasome system \[[@B15-ijms-19-03794]\] and the autophagic/lysosomal pathway \[[@B16-ijms-19-03794]\]. Changes in the expression and activation of FoxO have also been demonstrated in the pathogenesis of age-related diseases affecting bones \[[@B17-ijms-19-03794]\], muscles \[[@B18-ijms-19-03794]\], and the central nervous system (CNS) \[[@B19-ijms-19-03794]\]. Recent studies have indicated the protective role of FoxO in oxidative stress-induced chondrocyte dysfunction and the pathogenesis of OA \[[@B6-ijms-19-03794],[@B20-ijms-19-03794]\]. FoxO plays an important role in maintaining intracellular ROS homeostasis \[[@B21-ijms-19-03794]\]. In chondrocytes, the dysregulation of FoxOs results in an increase in both the cell death rate and intracellular ROS levels \[[@B21-ijms-19-03794]\]. Furthermore, interleukins (ILs) have been implicated in OA \[[@B22-ijms-19-03794]\], and enhanced levels of interleukin-1β (IL-1β) in chondrocytes lead to phosphorylation and inactivation of FoxO1 \[[@B6-ijms-19-03794]\]. FoxOs have also recently been shown to regulate cellular senescence signals \[[@B23-ijms-19-03794]\], chondrocyte autophagy \[[@B20-ijms-19-03794]\], chondrocyte maturation \[[@B24-ijms-19-03794]\], and aging \[[@B6-ijms-19-03794]\]. All of these physiological or pathological conditions contribute to the development of OA \[[@B25-ijms-19-03794],[@B26-ijms-19-03794]\]. Therefore, it can be speculated that FoxO transcription factors are pivotal mediators of chondrocyte dysfunction. In this review, we will elucidate the link between OA and chondrocyte dysfunction, and we will focus on the impact of oxidative stress on chondrocyte maturation and dysfunction through FoxO regulation at the molecular level. We will also discuss alterations in FoxO expression and activation during OA development, the role of FoxOs in aging, and the inhibition of oxidative stress and inflammation in chondrocytes.

2. Role of Chondrocyte Dysfunction in OA {#sec2-ijms-19-03794}
========================================

At the cellular level, chondrocyte dysfunction is the most apparent phenomenon in the pathogenesis of OA \[[@B27-ijms-19-03794]\]. Chondrocyte senescence has been described as the major factor contributing to aging-related changes in cartilage homeostasis and function \[[@B28-ijms-19-03794]\], and it has been associated with an increase in inflammatory mediators and matrix-degrading enzymes \[[@B29-ijms-19-03794]\]. The selective elimination of senescent cells has recently been reported to attenuate the development of post-traumatic OA, reduce pain, and increase extracellular matrix (ECM) formation \[[@B30-ijms-19-03794]\]. Chondrocytes are responsible for both the synthesis and the turnover of the ECM \[[@B29-ijms-19-03794]\]. Senescent chondrocytes produce an abnormal ECM, typically characterized by increased stiffness \[[@B31-ijms-19-03794]\]. These alterations of the ECM further promote OA pathogenesis by disrupting chondrocyte metabolism \[[@B31-ijms-19-03794]\]. Chondrocyte autophagy is another homeostatic mechanism that acts through the removal of dysfunctional cellular organelles and macromolecules \[[@B25-ijms-19-03794]\]. In experimental murine OA, the decreased expression of autophagy markers is correlated with the loss of ECM in cartilage, decreased autophagy in osteoarthritic chondrocytes, and an increase in apoptosis \[[@B28-ijms-19-03794],[@B32-ijms-19-03794]\]. Interestingly, autophagy can be enhanced by rapamycin (a specific inhibitor of the mTOR) in human chondrocytes, leading to the arrest of OA development \[[@B33-ijms-19-03794],[@B34-ijms-19-03794]\].

3. Oxidative Stress-Induced Chondrocyte Dysfunction {#sec3-ijms-19-03794}
===================================================

The most abundant ROS produced by chondrocytes are nitric oxide (NO) and superoxide anion (O^2−^), which themselves generate derivative radicals, including peroxynitrite (ONOO^−^) and hydrogen peroxide (H~2~O~2~) \[[@B35-ijms-19-03794],[@B36-ijms-19-03794]\]. ROS are involved in modulating multiple signaling pathways, including those triggered by inflammatory cytokines and their receptors \[[@B37-ijms-19-03794]\]. Increasingly, studies have shown that NO promotes inflammatory reactions by stimulating the production of proinflammatory factors and cyclooxygenase-2 (COX-2) in osteoarthritic tissues \[[@B38-ijms-19-03794],[@B39-ijms-19-03794]\]. Osteoarthritic chondrocytes have a lower autophagic level and a higher ROS level compared to normal chondrocytes, and increased ROS levels have been found to inhibit autophagy in osteoarthritic chondrocytes \[[@B40-ijms-19-03794]\]. By regulating the activation of the PI3K/AKT and c-Jun-N-terminal kinase (JNK) signaling pathways, ROS trigger the programmed cell death of chondrocytes \[[@B41-ijms-19-03794]\]. NO also induces chondrocyte apoptosis by acting on both the inducible NO synthase (iNOS) and COX-2 systems, which are indirectly linked to the phosphorylation of mitogen-activated protein kinase kinase (MEK)1/2 and p38 \[[@B42-ijms-19-03794]\]. Oxidative stress has been reported to induce cellular aging and accelerate the senescence of human chondrocytes \[[@B43-ijms-19-03794]\]. As shown in [Figure 1](#ijms-19-03794-f001){ref-type="fig"}, ROS regulate several genes and signaling pathways that induce chondrocyte senescence \[[@B43-ijms-19-03794]\], enhancing both the dedifferentiation and the senescence of chondrocytes through the extracellular-signal-regulated kinase (ERK) and p38 MAPK pathways \[[@B3-ijms-19-03794]\]. IL-1β stimulates the expression of matrix metalloproteinases (MMPs) via activating ERK1/2 which in turn downregulates the type II collagen (COL II) and aggrecan expression in human chondrocytes \[[@B44-ijms-19-03794]\]. P38 MAPK is also involved in matrix-associated proteins and COL II degradation in articular chondrocytes via MMPs and aggrecanases \[[@B45-ijms-19-03794]\]. Moreover, oxidative stress induces chondrocyte senescence mainly by upregulating the expressions of p53 and p21 and by activating the p38 MAPK pathway \[[@B46-ijms-19-03794]\]. P21 is involved in cellular senescence in the aging of articular cartilage through activation by GADD45 β and CCAAT/ enhancer binding protein β(C/EBP β) \[[@B47-ijms-19-03794]\]. Moreover, proliferating cell nuclear antigen (PCNA) and COL II expression are negatively correlated with the p21 expression in cultured human articular chondrocytes \[[@B48-ijms-19-03794]\]. Sirtuin 1 (SIRT1), a negative regulator of p53, prevents growth arrest, senescence, and apoptosis \[[@B49-ijms-19-03794]\]. When oxidative stress increases, the upregulation of SIRT1 protects chondrocytes against DNA damage and telomere shortening \[[@B43-ijms-19-03794]\]. P16 is another important factor associated with senescence. ROS are direct mediators of p16, and they promote senescence and dedifferentiation in OA cartilage and during in vitro terminal chondrogenesis \[[@B50-ijms-19-03794]\]. Mainly, p16 engages in cell cycle arrest at the G1 stage by blocking cyclin-dependent kinase (CDK4)/6 \[[@B51-ijms-19-03794]\].

Many studies have suggested that ROS inhibits the synthesis of new ECM in cartilage, leading to a loss of cartilage integrity \[[@B52-ijms-19-03794]\]. COL II and proteoglycans are major components of cartilage ECM \[[@B53-ijms-19-03794]\]. Within chondrocytes, ROS have been implicated in the inhibition of proteoglycans in both the superficial and deep zones by suppressing adenosine triphosphate (ATP) formation and mitochondrial oxidative phosphorylation \[[@B54-ijms-19-03794],[@B55-ijms-19-03794]\]. ROS contributes to the loss of chondrocyte growth factor sensitivity and inhibits new ECM synthesis \[[@B56-ijms-19-03794]\]. Oxidative stress inhibits the synthesis of chondrocyte proteoglycans induced by IGF-1 through the dual modulation of PI3K/AKT and MEK/ERK signal transduction \[[@B57-ijms-19-03794]\]. Moreover, ROS inhibits the insulin receptor substrate-*1* (IRS-1)-PI3K/AKT signaling pathway and activates the ERK/MAPK pathway, which leads to a decrease in ECM synthesis and the suppression of the expression of aggrecan, COL II, and Sox9 \[[@B57-ijms-19-03794]\]. ROS also reduce the protein expression of COL II by regulating the activation of the PI3K/AKT, p38, and JNK signaling pathways in rabbit articular chondrocytes \[[@B58-ijms-19-03794]\]. When compared with normal tissue, the levels of p-JNK and p38 are higher in chondrocytes from human osteoarthritic cartilage. Furthermore, p38 MAPK is involved in the degradation of matrix-associated proteins and COL II in articular chondrocytes via MMPs and aggrecanases \[[@B45-ijms-19-03794]\]. [Figure 2](#ijms-19-03794-f002){ref-type="fig"} summarizes the role of oxidative stress in chondrocyte dysfunction.

4. Role of FoxOs in Oxidative Stress-Induced Chondrocyte Dysfunction {#sec4-ijms-19-03794}
====================================================================

4.1. Regulation of FoxOs by Oxidative Stress {#sec4dot1-ijms-19-03794}
--------------------------------------------

Overproduction of ROS promotes the nuclear localization of FoxO and its subsequent transcriptional activities \[[@B59-ijms-19-03794]\]. In contrast, depending on the cellular context, oxidative stress enhances AKT activity, thereby inactivating FoxO as a result of the AKT-mediated phosphorylation of serine 256 in FoxO1 and serine 253 in FoxO3 \[[@B13-ijms-19-03794],[@B21-ijms-19-03794]\]. The phosphorylation of FoxO by AKT or SGK involves the 14-3-3 protein, which functions as a scaffold within the cytoplasm. These kinases are thus sequestered within the cytosol, rendering them unable to bind to the specific binding sequence in gene promoters and to affect the transcription of target genes \[[@B60-ijms-19-03794]\]. The expression of SGK, a negative regulator of FoxOs, is increased by p53 \[[@B61-ijms-19-03794]\]. Following the stimulation with H~2~O~2~, JNK enhances the nuclear localization and transcription activities by the phosphorylation at sites (e.g., Thr447 and Thr451 in FoxO4) different from that by AKT \[[@B59-ijms-19-03794]\]. Thus, it seems that distinct effects of AKT and JNK signaling play an important role in determining the functional activities of FoxO proteins \[[@B62-ijms-19-03794]\].

AMP-activated protein kinase (AMPK) is an enzyme that monitors chondrocyte energy status and inhibits the pro-catabolic response of chondrocytes to biomechanical stress and inflammation. Importantly, AMPK signaling decreases with age \[[@B63-ijms-19-03794]\]. AMPK exerts a chondroprotective effect, and studies have suggested that peroxisome proliferator-activated receptor gamma (PPARγ) coactivator 1α (PGC-1α) and FoxO3a are implicated in this process \[[@B64-ijms-19-03794]\]. The levels of PGC-1α and FoxO3a are decreased in cartilage obtained from both aging mice and mice suffering from OA \[[@B64-ijms-19-03794]\]. However, FoxO deacetylation occurs through SIRT1, which activates FoxO transcriptional activity. The decline of SIRT1 levels in response to small interfering FoxO (siFoxO) causes a decrease in FoxO transcriptional activity \[[@B65-ijms-19-03794]\]. Consistently, resveratrol, an activator of SIRT1, inhibits inflammation and apoptosis and acts as an effective antioxidant in chondrocytes by upregulating FoxO transcriptional activity \[[@B66-ijms-19-03794],[@B67-ijms-19-03794],[@B68-ijms-19-03794]\]. Hence, cells with decreased expressions of FoxO and SIRT1 proteins possess fewer antioxidant and autophagy proteins after exposure to oxidative stress. The main effector of the canonical Wnt signaling pathway is free β-catenin, which directly binds to T-cell factor (TCF) to form a transcription complex. Previous studies have suggested that cellular oxidative stress, as well as the overexpression of FoxO, leads to reduced binding between TCF and β-catenin, and it simultaneously increases the FoxO/β-catenin complex formation \[[@B69-ijms-19-03794]\]. The binding of β-catenin with FoxOs forms a transcriptional complex that inhibits β-catenin to mediate transcription and to decrease osteoblastogenesis in vitro \[[@B70-ijms-19-03794]\]. Additionally, the functional interaction between β-catenin and FoxO is evolutionarily conserved in oxidative stress signaling, and high ROS levels or growth factor depletion enhance the binding of FoxOs with β-catenin, which causes increased FoxO transcriptional activity in mammalian cells \[[@B71-ijms-19-03794]\]. Smurf2-mediated proteasomal degradation of glycogen synthase kinase 3 beta (GSK-3β) results in the upregulation of β-catenin in chondrocytes and ultimately induces early events of OA in mice \[[@B72-ijms-19-03794]\], and that inhibition of GSK3β might block chondrogenesis in vitro \[[@B73-ijms-19-03794]\]. Furthermore, GSK3β activity is critical for the preservation of the chondrocytic phenotype and the maintenance of the cartilage ECM integrity, which is regulated by the classic Wnt signaling pathway. The short term of β-catenin upregulated in chondrocytes following to GSK3β inhibition may be adequate to induce osteoarthritis in vivo \[[@B74-ijms-19-03794]\]. GSK3β is inhibited by AKT, so it was not surprising to see that GSK3 activates FoxO ([Figure 3](#ijms-19-03794-f003){ref-type="fig"}) \[[@B75-ijms-19-03794]\]. However, the essential signaling pathways (FoxO, β-catenin, GSK3β, etc.) by which ROS contribute to the OA pathophysiology are complex and demand more investigations.

4.2. Role of FoxOs in Defending against Oxidative Stress {#sec4dot2-ijms-19-03794}
--------------------------------------------------------

Oxidative stress occurs when the balance between antioxidant defenses and the production of ROS is altered, resulting in a disruption of redox signaling \[[@B36-ijms-19-03794]\]. Free radicals are detoxified by ROS scavengers present in chondrocytes, and the detoxification of cells during oxidative stress is mediated by antioxidant enzymes and non-enzymatic molecules that specifically scavenge various kinds of ROS \[[@B76-ijms-19-03794]\].

ROS production and oxidative stress have been found to be elevated in patients with OA. Furthermore, antioxidant enzymes, such as superoxide dismutases (SODs), CAT, and glutathione peroxidases (GPX), are decreased in OA patients \[[@B77-ijms-19-03794],[@B78-ijms-19-03794]\], indicating that deficits in antioxidant defense related to low levels of antioxidants may contribute to cartilage aging and OA development. GADD45 protein levels are also markedly lower in osteoarthritic tissue. Thus, osteoarthritic cartilage shows more ROS-induced DNA damage when compared to normal cartilage \[[@B79-ijms-19-03794]\]. The most significant role of FoxOs is in the cellular response to oxidative stress \[[@B80-ijms-19-03794]\]. Increased ROS levels can enhance the expressions of FoxOs \[[@B21-ijms-19-03794]\], and FoxOs upregulate several antioxidant enzymes, such as CAT, MnSOD, and GPX ([Figure 3](#ijms-19-03794-f003){ref-type="fig"}) \[[@B13-ijms-19-03794],[@B24-ijms-19-03794]\]. The downregulation of FoxO in human chondrocytes results in increased intracellular oxidative stress and ROS-induced apoptosis, along with reduced levels of ROS scavengers, such as GPX-1 and CAT, and autophagy proteins, such as Beclin1 and LC3 \[[@B21-ijms-19-03794]\]. On the other hand, FoxO transcription factors regulate the transcription of genes related to DNA repair, such as GADD45 ([Figure 3](#ijms-19-03794-f003){ref-type="fig"}) \[[@B68-ijms-19-03794]\]. These data support the hypothesis that FoxOs play an important role in maintaining the intracellular ROS balance and in stress resistance ([Table 1](#ijms-19-03794-t001){ref-type="table"}).

4.3. Expression Patterns of FoxO in Articular Cartilage under Normal and OA Conditions {#sec4dot3-ijms-19-03794}
--------------------------------------------------------------------------------------

The expression and activation of FoxO transcriptional factors are highly context- and cell lineage-specific \[[@B17-ijms-19-03794],[@B18-ijms-19-03794]\]. FoxO1 and FoxO3 proteins are highly expressed in normal human and mouse cartilage, whereas FoxO4 expression is very weak in these tissues \[[@B82-ijms-19-03794]\]. FoxO1 and FoxO3 are primarily localized in nuclei and are expressed most commonly in the superficial and mid-zones of articular cartilage \[[@B6-ijms-19-03794]\]. MnSOD, one of the major FoxO target antioxidants, is abundantly expressed in the superficial zone of human cartilage \[[@B83-ijms-19-03794]\]. In contrast, FoxO1 and FoxO3 expression have been reported to be markedly reduced in the superficial zone, and their increased phosphorylation has been observed in cluster-like chondrocytes aggregated in fibrillated lesions \[[@B6-ijms-19-03794]\]. These data support the concept that abnormal expression and activation of FoxOs are involved in the pathogenesis of OA. Recently, it has been found that the FoxO role in maintaining postnatal articular cartilage integrity is mediated by activating cellular defense mechanisms and regulating the expression of proteoglycan 4 (PRG4), an essential protein in cartilage lubrication and superficial zone protection \[[@B81-ijms-19-03794]\] ([Table 1](#ijms-19-03794-t001){ref-type="table"}). This further supports the pathogenic significance of FoxO reduction in OA-affected cartilage and suggests that FoxO protects against OA onset and delays disease progression.

FoxO activity is negatively regulated by the insulin/IGF-1 pathway, which acts through the PI3K- and AKT-mediated phosphorylation of FoxO. Both IGF-1 and IGF-1 receptors are highly expressed in human osteoarthritic cartilage, with even a higher expression in chondrocytes \[[@B84-ijms-19-03794],[@B85-ijms-19-03794]\]. When compared with chondrocytes of the middle and deeper zones, the level of IGF-1 receptors are lower in the superficial zone \[[@B86-ijms-19-03794]\]. These observations strongly indicate that a similar pattern of FoxO distribution may exist.

4.4. Role of FoxOs in the Regulation of Inflammation in Chondrocytes {#sec4dot4-ijms-19-03794}
--------------------------------------------------------------------

FoxO proteins have been reported to be involved in signal transduction pathways related to inflammation \[[@B87-ijms-19-03794]\]. IL-1β, a proinflammatory cytokine, can reduce the expressions of FoxO proteins and increase their phosphorylation in cultured human chondrocytes ([Table 2](#ijms-19-03794-t002){ref-type="table"}) \[[@B6-ijms-19-03794]\]. The phosphorylation of FoxO1, FoxO3, and FoxO4 is increased in chondrocytes stimulated with bFGF, PDGF, and the oxidant *tert*-butyl hydroperoxide (t-BHP) ([Table 2](#ijms-19-03794-t002){ref-type="table"}) \[[@B6-ijms-19-03794]\]. These phenomena are similar to those observed in rheumatoid arthritis synovial tissue, such as synovial cells and macrophages, in which FoxO1 and FoxO4 are phosphorylated after stimulation with IL-1β and TNF-α \[[@B88-ijms-19-03794]\]. Moreover, TNF-α stimulates chondrocyte apoptosis and upregulates the mRNA levels of apoptotic genes through FoxO1 activation \[[@B89-ijms-19-03794],[@B90-ijms-19-03794]\]. Silencing FoxO1 using siRNA in vitro significantly reduces TNF-α-induced apoptosis and caspase activity in ATDC5 and C3H10T1/2 cells differentiated by BMP-2 ([Table 2](#ijms-19-03794-t002){ref-type="table"}) \[[@B90-ijms-19-03794]\].

Among the inflammatory genes expressed in chondrocytes, the mRNA levels of ADAMTS-4 (responsible for the catabolism of aggrecan) and chemerin genes were elevated in chondrocytes transfected with FoxO siRNA. IL-1β further enhanced the expressions of ADAMTS-4 and chemerin when the FoxO expression was knocked down \[[@B21-ijms-19-03794]\] ([Table 1](#ijms-19-03794-t001){ref-type="table"}). The promoters of ADAMTS-4 and chemerin do not have FoxO DNA-binding domains. However, it has been suggested that the direct association between FoxO proteins and other transcription factor families (such as CCAAT/enhancer binding protein, Smad3/4, and STAT-3) can either activate or repress the transcription of diverse downstream target genes, thus participating in various cellular functions independent of FoxO DNA binding \[[@B14-ijms-19-03794]\]. These findings may explain how the knockdown of FoxO can affect the expressions of ADAMTS4 and chemerin in cells stimulated with IL-1β.

4.5. FoxOs Regulate the Proliferation, Maturation, and Matrix Production of Chondrocytes {#sec4dot5-ijms-19-03794}
----------------------------------------------------------------------------------------

During endochondral ossification, chondrocytes undergo a series of remarkable events including proliferation, maturation, hypertrophy, and eventual apoptosis \[[@B91-ijms-19-03794]\]. In the absence of FoxO, growth plate chondrocytes show an increased hypertrophic zone length in neonates and three-week-old mice, a highly disorganized growth plate in eight-week-old animals, and skeletal deformation at older ages \[[@B24-ijms-19-03794]\]. Strikingly, a similar phenotype was observed in mice with a chondrocyte-specific deletion of phosphatase and tensin homolog (PTEN) from chromosome 10, which acts as an upstream inhibitor of FoxOs by regulating the activation of AKT \[[@B92-ijms-19-03794],[@B93-ijms-19-03794]\]. These results demonstrate that the PTEN/FoxO axis is crucial for normal endochondral ossification. When compared with resting and proliferating chondrocytes, pre-hypertrophic and hypertrophic chondrocytes display elevated ROS levels \[[@B94-ijms-19-03794]\]. In contrast, two-week-old mice that underwent treatment with the ROS scavenger *N*-acetylcysteine (NAC) from birth, showed decreased ROS levels in the growth plate and a reduction in the length of the hypertrophic zone \[[@B94-ijms-19-03794]\]. These data further support the notion that FoxOs are crucial regulators of the oxidative stress defense in chondrocytes.

The proliferation and maturation of chondrocytes and the production of the cartilage matrix largely depend on the dynamic balance among GSK3β, mTOR, and FoxOs, all of which are downstream signaling molecules of AKT. GSK3β inhibition leads to extracellular matrix remodeling, mitochondrial dysfunction, and the terminal differentiation of chondrocytes, suggesting that GSK3β activity is important for articular cartilage homeostasis \[[@B95-ijms-19-03794]\]. The Akt/FoxO signaling pathway enhances proliferation, but inhibits the maturation and matrix production of chondrocytes, indicating that FoxOs promote chondrocyte maturation and inhibit chondrocyte proliferation \[[@B96-ijms-19-03794]\]. Several downstream target genes of FoxO, such as p27, Bim-1, and FasL, play an important role in chondrocyte proliferation and apoptosis \[[@B82-ijms-19-03794],[@B97-ijms-19-03794]\] ([Table 1](#ijms-19-03794-t001){ref-type="table"}).

4.6. FoxOs Regulate Chondrocyte Autophagy {#sec4dot6-ijms-19-03794}
-----------------------------------------

Because the induction of autophagy decreases intracellular ROS, it protects chondrocytes from ROS and inflammation-induced injury \[[@B98-ijms-19-03794]\]. In contrast, the inhibition of autophagy results in an increase in intracellular ROS and in the rate of apoptosis \[[@B20-ijms-19-03794]\]. Additionally, autophagy is involved in the pathological process of OA that is responsible for the generation of ROS and reactive nitrogen species (RNS) \[[@B99-ijms-19-03794]\]. FoxO proteins are regulators of autophagy, working as transcriptional activators of several proteins involved in autophagy, such as LC3 and Beclin1 \[[@B100-ijms-19-03794]\]. The knockdown of FoxO1 and FoxO3 resulted in a significant reduction in the levels of LC3 and Beclin1, which were increased by stimulation with the oxidant *t*BHP \[[@B21-ijms-19-03794]\]. Moreover, chondrocytes transfected with FoxO siRNA displayed a significant increase in apoptosis accompanied by caspase activation \[[@B20-ijms-19-03794]\]. In contrast, the active form of the FoxO3 protein increases cell viability and induces the transcription of Beclin1 and LC3 in response to oxidative stress, suggesting that FoxO proteins support oxidative stress resistance in part by regulating the production of autophagy proteins in human chondrocytes \[[@B21-ijms-19-03794]\] ([Table 1](#ijms-19-03794-t001){ref-type="table"}). Furthermore, FoxO1 downregulation suppresses SIRT-1, which regulates oxidative stress and the autophagy process by post-transcriptionally modifying FoxO and p53 \[[@B101-ijms-19-03794]\]. In addition to FoxO, SIRT1 may also influence autophagy directly by promoting the deacetylation of autophagy-related 5(ATG5), 7, and 8, which are key components of the autophagy network \[[@B102-ijms-19-03794]\].

Autophagy regulates the expressions of genes involved in OA through the modulation of apoptosis and ROS \[[@B98-ijms-19-03794]\]. Dexamethasone (Dex) increases intracellular ROS levels, the expressions of autophagy markers, and FoxO3 \[[@B20-ijms-19-03794]\]. The knockdown of FoxO3a by siRNA reduced Dex-induced autophagy and increased Dex-induced apoptosis in chondrocytes. Additionally, silencing FoxO3 also increased ROS levels because FoxO3 is associated with reduced levels of antioxidant proteins \[[@B20-ijms-19-03794],[@B21-ijms-19-03794]\]. These observations suggest that autophagy protects chondrocytes from apoptosis induced by glucocorticoids through the activation of ROS/AKT/FoxO3 signaling. Decreased autophagy contributes to cell death during the gradual degradation of cartilage \[[@B25-ijms-19-03794]\]. Thus, autophagic activity decreases with age and may be responsible for cytoprotective effects in young cartilage \[[@B103-ijms-19-03794]\].

4.7. Role of FoxOs in Aging and Longevity {#sec4dot7-ijms-19-03794}
-----------------------------------------

Oxidative stress limits lifespan. Accordingly, an increase in oxidative stress resistance in invertebrates correlated with an increase in their lifespan \[[@B104-ijms-19-03794]\]. For example, life expectancy in *Caenorhabditis elegans* (*C. elegans*) is increased when the expression of MnSOD or CAT is enhanced \[[@B105-ijms-19-03794]\]. Kaempferol is a flavonoid with antioxidant activity that may translocate Forkhead transcription factor/DAF-16 into the nucleus leading to an increase in the *C. elegans* lifespan \[[@B106-ijms-19-03794]\]. Similarly, the attenuation or disruption of the insulin or IGF-1 signaling pathways in mice or rats leads to a prolonged lifespan \[[@B107-ijms-19-03794]\]. Mice in which IGF-1 and insulin signaling are reduced live longer than normal littermates, and they exhibit a general decrease in the pathological changes associated with aging \[[@B108-ijms-19-03794]\]. Further evidence indicates that any major change in the IGF/AKT/FoxO signaling pathway in chondrocytes of the osteoarthritic human knee, combined with reduced FoxO and downstream stress response genes, is accompanied by increased cell damage \[[@B6-ijms-19-03794],[@B21-ijms-19-03794]\]. During aging, a decrease in the FoxO expression in the lumbar intervertebral disc (IVD), which precedes the major histopathological changes related to lumbar IVD degeneration, is accompanied by a decrease in the expressions of sestrin 3 and SOD2 \[[@B109-ijms-19-03794]\].

The hallmarks of skeletal degradation are a reduction in bone formation and an increase in bone marrow adiposity as age increases. Decreased bone mass in the elderly is related to a decrease in osteoblasts and an increase in myelodysplastic syndromes. These changes are related to an increase in oxidative stress and a decrease in growth factors, which activate FoxO transcription factors \[[@B110-ijms-19-03794]\]. Wnt/β-catenin/TCF signaling stimulates bone formation and the inhibition of adipogenesis \[[@B111-ijms-19-03794]\]. In turn, FoxOs inhibit Wnt/β-catenin signaling by transferring β-catenin from TCF to FoxO \[[@B112-ijms-19-03794]\]. Moreover, Wnt signaling can be stimulated by SIRT1-induced deacetylation of FoxOs. Thus, a decline in SIRT1 activity in osteoblast progenitors may contribute to the age-related loss of bone mass \[[@B113-ijms-19-03794]\]. It has been reported that there is an evolutionarily conserved interaction of β-catenin with FoxO transcription factors, which are regulated by insulin signaling \[[@B71-ijms-19-03794]\]. Therefore, a link between FoxO and Wnt/β-catenin signaling in age-related OA is possible and needs further investigation.

It has been demonstrated that FoxOs regulate autophagy during the pathological processes of aging and OA \[[@B20-ijms-19-03794]\]. Thus, FoxOs are probably ideal targets for therapeutic approaches that aim to modulate intracellular ROS levels. The roles of FoxO transcription factors in osteoarthritic chondrocytes are summarized in [Figure 4](#ijms-19-03794-f004){ref-type="fig"}. FoxO target genes are involved in the regulation of phenomena found in the pathology of OA, including chondrocyte apoptosis, proliferation, autophagy, and resistance to oxidative stress.

5. Conclusions and Future Perspectives {#sec5-ijms-19-03794}
======================================

The progression of OA is closely associated with oxidative stress and ROS. The accumulation of intracellular ROS can disturb the anaerobic metabolism of chondrocytes and disrupt the homeostasis of cartilage \[[@B2-ijms-19-03794],[@B114-ijms-19-03794]\]. Excessive levels of ROS harm the mitochondria and lead to further oxidative stress. Moreover, antioxidant defense mechanisms are weakened in OA \[[@B36-ijms-19-03794],[@B83-ijms-19-03794],[@B115-ijms-19-03794]\], affecting chondrocyte phenotype \[[@B116-ijms-19-03794]\], cell death \[[@B117-ijms-19-03794]\], chondrosenescence \[[@B43-ijms-19-03794],[@B118-ijms-19-03794],[@B119-ijms-19-03794]\], and aging \[[@B120-ijms-19-03794],[@B121-ijms-19-03794]\] as well as the key mechanisms involved in both the initiation and progression of OA. Hence, the management of ROS levels in chondrocytes should be an effective strategy for the prevention and arrest of OA.

FoxOs are very important in the process of cartilage formation, and the lack of FoxOs leads to chondrocyte hypertrophy and abnormal cartilage \[[@B24-ijms-19-03794]\]. However, the FoxO target genes that are involved in chondrocyte maturation are still unknown. Moreover, the possibility that FoxOs and their interacting proteins can act as potential therapeutic targets for OA requires further experimental validation. A recent study using RNA interference to screen for kinase and phosphatase regulators of dFoxO (Drosophila FoxO homolog) in Drosophila S2 cells identified GSK3β as one of the regulators of dFoxO \[[@B75-ijms-19-03794]\]. A sequence search also revealed that GSK3 consensus phosphorylation sites (S/TXXXS/T) exist throughout the FoxO3a protein sequence, indicating that FoxO3a is a GSK3 substrate candidate \[[@B122-ijms-19-03794]\].

Most studies concerning FoxOs are currently performed in cellular and animal models. Direct data from patients with OA are still needed and future work should study the expression of FoxOs in individuals with OA. The abnormal expression and activation of FoxOs in osteoarthritic cartilage have been reported to be involved in the pathogenesis of aging and OA \[[@B6-ijms-19-03794]\]. Thus, studies of the genetic link between FoxOs and OA will provide evidence to support the role of FoxOs in this very important area of human pathophysiology. Furthermore, because multiple signaling pathways regulate the activity of FoxO transcription factors in response to oxidative stress in OA, it is necessary to elucidate how these diverse signaling pathways coordinate their effects to regulate FoxO activity.

Disease-modifying drugs for OA are rare and the usefulness of the currently available OA drugs is limited by the lack of adequate data on efficacy and safety. A better understanding of the underlying molecular mechanisms of OA promises to open new avenues for drug discovery. Some symptomatic slow-acting drugs on OA, such as Diacerhein and Rhein, modify the phosphorylation of FoxOs and reduce the deleterious effects of IL-1β on OA cartilage by inhibiting the expression of degrading enzymes \[[@B82-ijms-19-03794],[@B123-ijms-19-03794]\]. Thus, FoxO transcription factors are critical regulators of the fate of chondrocytes and may have a protective effect during oxidative stress-induced chondrocyte dysfunction. Thus, targeting FoxOs and their signaling pathways may be an important therapeutic strategy for the treatment of OA.
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![Signaling pathways of oxidative stress in chondrocyte senescence. Reactive oxygen species (ROS) are a main cause of senescence and they regulate signaling molecules, such as mitogen-activated protein kinases (MAPKs) (ERK/P38), P16, P21, and P53, which are eventually responsible for senescence. COL II = collagen type II, COL I = collagen type I, GADD45 β = DNA damage-inducible protein 45 β, C/EBP β = CCAAT/enhancer binding protein β, PCNA = proliferating cell nuclear antigen, MMPs = matrix metalloproteinases.](ijms-19-03794-g001){#ijms-19-03794-f001}

![Inducers of oxidative stress in chondrocytes. Inducers of oxidative stress increase chondrocyte senescence, chondrocyte apoptosis, and inflammatory signaling and decrease chondrocyte autophagy, antioxidant capacity, and matrix synthesis.](ijms-19-03794-g002){#ijms-19-03794-f002}

![Activation or inhibition of Forkhead box O (FoxO) through ROS-induced posttranslational modifications. An increase in intracellular ROS induces the activation of the kinases JNK and Akt and inhibits the deacetylase SIRT1 and Wnt/β-catenin signaling. The dephosphorylation and acetylation status of FoxO can lead to the induction of a specific subset of genes that regulates cellular detoxification. FoxO = Forkhead box O transcription factor, ROS = reactive oxygen species, FRE = FoxO response element, SOD = superoxide dismutase, GADD45 = growth arrest and DNA damage 45, OPG = osteoprotegerin, TCF/LEF = T-cell-specific transcription factor/lymphoid enhancing factor, Axin = axis inhibition, APC = adenomatous polyposis coli.](ijms-19-03794-g003){#ijms-19-03794-f003}

![The protective role of FoxOs in osteoarthritic chondrocytes. In chondrocytes, FoxO activity is affected by three factors: growth factors (such as IGF-1 and insulin) and inflammatory cytokines (such as IL-1β and TNF-α) stimulate Akt activity, and the activation of Akt leads to the phosphorylation and inactivation of FoxO. During oxidative stress, the inhibition of Akt activity induces the nuclear accumulation and activation of FoxO. In the nucleus, FoxO recognizes and binds to FoxO response element (FRE). Activated FoxO thus regulates the transcriptional activity of its downstream targets, making possible the regulation of many chondrocyte processes, including proliferation, differentiation, and autophagy; apoptosis; and antioxidant capacity. FoxO = Forkhead box O transcription factor, IGF-1 = insulin-like growth factor-1, IL-1β = interleukin-1β, TNF-α = tumor necrosis factor-α, Akt = protein kinase B, FRE = FoxO response element.](ijms-19-03794-g004){#ijms-19-03794-f004}
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###### 

The targets of FoxOs involved in the regulation of chondrogenesis and cartilage hemostasis.

  Transcription Factors   Targets               Effects                               References
  ----------------------- --------------------- ------------------------------------- -----------------------------------------------
  FoxO1, FoxO3            CAT, MnSOD, GPX-1     Upregulation, antioxidant             \[[@B13-ijms-19-03794],[@B24-ijms-19-03794]\]
  FoxO3                   GADD45                Upregulation, DNA repair              \[[@B68-ijms-19-03794]\]
  FoxO1                   PRG4                  Upregulation, cartilage homeostasis   \[[@B81-ijms-19-03794]\]
  FoxO1, FoxO3            ADAMTS-4, chemerin    Downregulation, inflammation          \[[@B21-ijms-19-03794]\]
  FoxO1, FoxO3            p21, p27, cyclin G2   Upregulation, proliferation           \[[@B82-ijms-19-03794]\]
  FoxO1                   Bim-1, FasL           Upregulation, apoptosis               \[[@B82-ijms-19-03794]\]
  FoxO1, FoxO3            Beclin1, LC3          Upregulation, autophagy               \[[@B21-ijms-19-03794]\]

ijms-19-03794-t002_Table 2

###### 

Effects of different protein factors on FoxOs in cultured human chondrocytes.

  Protein Factors   Transcription Factors   Expression         Transcriptional Activity   References
  ----------------- ----------------------- ------------------ -------------------------- ----------------------------------------------
  IL-1β             FoxO1, FoxO3, FoxO4     Suppress           Downregulation             \[[@B6-ijms-19-03794]\]
  TNF-α             FoxO1                   Suppress           Upregulation               \[[@B6-ijms-19-03794],[@B90-ijms-19-03794]\]
  TGF-β             FoxO1                   Increase           No effect                  \[[@B6-ijms-19-03794]\]
  PDGF              FoxO1, FoxO3, FoxO4     Increase (FoxO3)   Downregulation             \[[@B6-ijms-19-03794]\]
  bFGF              FoxO1, FoxO3            No effect          Downregulation             \[[@B6-ijms-19-03794]\]
